of water. The organic phase was collected and dried at 40°C under a stream of nitrogen and 7 0 phospholipids, which were precipitated by ice-cold acetone. Acetone soluble lipids (ASLs) photographs were then coded in order to be read blindly by three different observers who 9 5 blindly counted the number of diseased leaves. The data were translated into average and 9 6 standard deviations and the p-value was calculated by comparing groups of contaminated 9 7 plants with their controls.
8
Control of infection. To assess the internalization and the distribution of mycobacteria inside 9 9 the plants, we chose five sampling points: secondary roots, main root and the lower and the 1 0 0 upper part of stems and leaves. The samples were taken aseptically with a sterile scalpel and 1 0 1 weighed until they reached 0.5 g, they were then sterilized separately by immersion for three 1 0 2 minutes in 30% bleach followed by three rinses in distilled sterile water for 5 minutes, 100 µL 1 0 3 of the last rinse was cultured in 7H10-OADC to control the sterility of the sample surfaces. Samples were then crushed using a piston pellet in 2 mL Eppendorf-tubes containing 1mL of 1 0 5 sterile PBS and filtered through a 5µm filter to remove the debris. A 1mL-volume of each 1 0 6 homogenate was decontaminated with 1% chlorhexidine and then 100 µL were cultured on 1 0 7 MOD9 medium (11). Optic microscopy. Ziehl Neelsen staining was performed on each homogenate, slides were 1 0 9 then coded in order to have blind counts performed by three manipulators and the number of 1 1 0 acid fast bacteria (AFB) was counted by analyzing ten fields of observation at a magnification 1 1 1 of X1000. The data were translated into average and standard deviations and the p-value was Eurogentec, Liège, Belgium) and primers and probes as previously described (8). tests were considered significant if the p-value was inferior to 0.05. by three independent operators unexpectedly yielded significantly more diseased leaves on 1 2 2 contaminated plants with M. ulcerans whose roots were scarified compared to their controls 1 2 3 in the two experiments (p = 0.004). No significant difference was observed between 1 2 4 contaminated plants with non-scarified roots in comparison with their controls (p = 0.43) 1 2 5 (Table 1 ). These results indicated that M. ulcerans was provoking a systemic disease in plants (99 ± 3) was significantly higher than in negative controls (0 ± 0) (P = 0.0001) ( Table   1  3  3 2). Furthermore, the number of AFB observed in scarified secondary roots exposed to M. ulcerans (99 ± 3) was significantly higher than in non-scarified secondary roots exposed to 1 3 5 the pathogen (70.66 ± 3.51). The number of mycobacteria observed in scarified main roots did 1 3 6 not significantly differ from that observed in the non-scarified main roots of pathogen-1 3 7 exposed plants in the duplicate experiment (Table 3 ). Real-time PCR results confirmed 1 3 8 microscopy observations as all stem and leave specimens remained negative in both negative 1 3 9 controls and exposed plants. However, M. ulcerans DNA was detected in 7/12 (58%; six 1 4 0 scarified and one non-scarified) secondary and main roots of M. ulcerans-exposed plants and 1 4 1 in 0/12 negative controls (p = 0.04, exact Fisher test). The results here reported illustrate that the experimental exposure of tomato plant roots to M. This experimental disease is characterized by yellowing followed by leaf necrosis. The including Salmonella spp., Escherichia coli and Mycobacterium avium, can colonize plants a region of 78 amino acid named "Secretin", a bacterial type II and III secretion system 1 7 7 protein (18). Alternatively, the symptoms we observed in tomato plants exposed to viable or 1 7 8 inactivated M. ulcerans organisms may be due to pathogen associated molecular patterns 1 7 9
(PAMPS) such as peptidoglycans and lipopolysaccharides, which are known to activate the 1 8 0 innate immune response of plants (15). In any case, the tomato plant model here exposed Considerations for Handling and Storage. PLoS One 7:e33600. 
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